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via a nucleotide linker, a translation template containing an ORF domain encoding a protein, a 5'-nontranslation domain containing a 
transcription promoter and a translation enhancer and located in the 5'-side of the ORF domain and a 3'-terminal domain containing 
a PolyA sequence located in the 3.'-sidc of* the ORF domain is expressed to thereby synthesize a protein. Then Hie protein thus 
synthesized is purified. Thus, the yield of the modified protein in the protein C-terminal modification method can be largely improved 
and protein interactions can be detected at an improved level in the method of detecting interactions among various molecules. 
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i; (High-Throughput Screening : HTS) £=fT?fc#>t- 

;b.W\ Ig^^lM^^?* (Fluorescence. Correlation Spectroscopy : FCS), SlJ^-fcift 

g&!£*4S#4>& < (^^7^A h U f bJV) ^ $Jj^B^/b^< (*5d;€10f^) s 
HTS©fcS6©giMb#.^-T:&3 (^Pf CEVOTEC^T-til BT1077^f*J^±©X 

■ ma?&tK tkmzktLxmnx^z t&wmiM (1999) ^aM^stsin 44:143 

1-1438) 1 ,0 C 2 fflMCDM7tefe^ : S:fflV^^^ ; l : §S^P^^ (Fluorescence 
Cross-Correlation Spectroscopy : FCC S) X\±, 1 MSI©^fe^>S:ffl^§FCST'{i 

; s ^ ft*§ ©HTs-xCD^ffl tmn 2 fox 1 b -ntt* <• FCCS& ffi I ^ 
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>^f©4«f§^f*£ffl V>TfHRI£ *T * * ^©C*5§g £0M»r Z & t 
ffifSbTl^* (*SI§¥11-32278K #H 2000-139468) «>£©;£&&, *£#©<» 

HTs©tftm^i:bT**ffinT^*Fccst:aiffl"rs»-a- N 

«f»bfc^>/^jr©»«fti>«|!B«i:3&*fc»- N ^yA«S|g«¥«f^©Hffl-fbfc:i^ 
{tT©lR«©Bif#ii^© ; ^T'$. 5„ 

^0J©H^ ... 

Mbs ^&t-?i^^m^fP^>/^K©MM^*^t-§-^fcJ;oT^ 

7V - KfcafcftT* - ^ ^-«fc &!£*© 5-6 igm9m*ifi±9lTZ - h & Jiffi b 

"fctfi-D^-f ^^^Sie^^fc^^J^&AbfcBiR^^ru-h^ffl^T 
^>^K©'C5fe4»^^3teUf«l1-*i:x «^©500^©lR«TC*S^^fP^ 

w^*#w&fts ^ti^jg^^^ST-^br^^s^w^^a^-rx 
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^Tl±, 7?-te 7°? — » s t: ^- — n ^r-r > xfct^ ©I§^H£ 
& o - h £ L o 

v^ar^^^^-v^-KV ,5' )-2' -^^r.^^^^-^jvm, u ^>^;«> 
u ^>^;i/-(3' ,5' )- u uo« 

*#PJ§y\ I3C, — FTSORrattfcx 0RF^©5' fldfcfft 

S"f £.v fe¥ 7* D tE — * — *5 «fc MIR^ > ;\ > ^— £ ^tf 5' ^illR^^ N ' ORF 
ffitt<®3'-fil fciffHt-S > U AIB^J &^*r 3' £--£#*rilf IR^ > riz- 'h 

:£fPJ3illR^ > ^° P — h t: * V» T fcU ^¥ ^ — V — #SP6 RNA*" V*? — 
«Bi& s f§4£, *^BJTO^iJ#STT-s ^BMIR^vr^-h^HIRm 
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^>7D?^777^- «^s&s fast, mtit, ££?>\ ^n^ouM 

4 ? -^^ >+i/h y^H s Fmoc«^;i/7j-b->-9-^ h ^^l/^-^^-f o 

f^ifp^j i~ii (Dmmiz^> ^xitm im%^m 0 

^;^(-dCdc-), «;^^^^;i/^(-rC-), u ,5' )- >; ^>3^;i/ 

l£(-rCrC-)T% ^ ^ K V >£-#&i^CDtt, (-none-)T^ LT&3„ 
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• • 5 
<D&m*7jk?m-?:&2>o 1 : Cy5-DNA + RG-Jim + Fos, 2 : Cy5-DNA + RG-Fos + 
Juik 3 : Cy5-DNA + RG-Jun + Juris 4 : Cy5-DNA + RG-Fos + Fos<> 1 %>£W2 
ii, Fos, Juik MA<D3mm±X*Mz-tzmW, 3££lMJis Fos££fiJun© 

HI 8 {is £ * StC^iS© K >im& * h ^ >-M^©@ 
f5*Wi*K(c-Juii)) o 2 ®^>; ;©^^.§^«|P*J^G-5l^ > 

;i ? no c 3z$ft & (•m.m^Bz. >n.t>M ( c-jun) ) 0 -3 . 
i.©^tt*jfc^;i/j*Tioop<M^ 

..ja 9 {is ©*gffi-f«®±-c-©^ ,>^^i^^ffl©tftm«s*atf*e*Q^* 

b feFos^ Jun©^.^i|©DNA;$ S^Ls ; f nfC^ftiFos^l^rC-.p-^ ^> ^* 
>;-> (532- ip^m^%Sfl^)- : T:G^^lfP^.tl^Jun, <£) £p$3*£/?$H 

0 1 l{is ^fiP^J©<t^^^^t-0T*feSo fl»#J2 1~2 5©«3tfco 

E112{is Cy5»ittc-JunCo^Ts ^'Jb^^>©S$J:-y.mv-b 
»BfcJ:aEJK«*WUfc«6**^t-ia.(W) -£&3o 25/zM Cy5-dC-fo. 
-nv^>> (0«J9) #^Ts ^.^©mRNA^^^E^m^T'SflRbfeo 

im&±M xui- >.u -x . - « # a* p & . ( k - > 2 > - . - ? sj 
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-;i/*a (u->3) ©#n«'*i2.5X-SDS^U7'^y;i/T5 Ki^itM 

U ^3fcIj#fj?#T^M (Molecular Imager FX S ^W^y K'tt) T-t&tiJbfco M 
^-hWJi-CiOBJRStftftrbfclg**^. Aliflt, 17.5% SDS-PAGEt?^gS 

mo&m - n ^> > jte'tfigjii A s u =&u-^fci:i2.5v25. so, 

100/zMfcfi'S?r^o B'l±A<Z>£r/t> >-©$M^Ufc^77^ : Si Sulfide 

-ti-D?f^>- ) ; : M^yfdtw ^> mmmi 5) N 

;€MtedG'-!>*^ -difp^j 2 4 )-' &o- k**'> %£&Mmfc-£® 

- $y:k-£*i;W2 fe&^'&^'mitMMi ti'tto ' ' ■ • • •••• 

4 -i X > 'Hit ^- >^'^4f Cy5%C L tT2£. - n ^ * > > ' : (f^fp#J 2 5) T* 

>i) s'xhi>rh^t^>wj§i^iit)ii^ (b->2) x : if#>>*m®^ 
(b) tTmm ufcJ'v'A > x ti y > {±mteict!i^^te- 0 u t>7D7 

mi 5& N -< tf^>^^tfCy5-dC-HjL~DV^^^'(#fp^!J2 5 ) T 
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(^ — ^2) &*tl-?ftl7.5% SDS-PAGET*#«IU SyproRuby (^l/^a^-/ 

Ufe^^^to Cy5^c-Jun, D-^ ^ ->^c-Fos, i3«fctMP-lIB 

?iJ£fcoDNA#10 nM^M^-bfe^-^ (Cy5-Jun + Rh-Fos + API) > *@S*a&§Gc(0) 

f . o __^- > Xy5pMc-Foss D-^^>^U->^c-Fos, *«fctFAP-lSS5«DNA© 
(Cy5-Fos + Rh-Fos + API) .»fflSfflB9*sSfi>e> tb«c*ofc (6;*l) o 

ttJ|&l*i»liB*^t"J3T.$ *-o ..^JtSl.ttiillCttBiiaT?*^ o (A) STAtFos(,F)43 
J; TJf STA- Jun( J)CDlf^-^>ru— b±^£D@^b© £ ffl V n || p CD 

igjRft^-ria (^M).^.rf^<Dmmm^T? (?) sta-jwiU) ^sta-fqscd* 

■J- . • . =• 1*1- • ^ 

m (») ^•fctr^Oitt^P^^-ro C^^M^t^Fos(iSTA-Jun(J)i:{i#^S^ 
CffiSflMB f S STA-Fos(F) £ t±± < fflSflsjfl b & V> £ ififti*& o 

(i-i) *mmffi*>^vw 
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3* W^lf©-^ ^ U— £&^&&©T-&£o Al^>/0I(1 
/^!S©:£Tfc b< ttft^E^Jfcffi^fo^fcEaU Xfc*^>^A&T* ^$£K 
?!l£irtr&©T**><5o 

>(D—Dm$i~zcDzi \*>&mm£HTmznfz#>^?K*7kv£Tz>o ±m*> 

( 1 - 2 ) *^0J^£|j$!l 

mMmftmfbnzo Mft&mmtLTit, 7»*\s*4>wm. o-m>m 

&k Cy3, Cy5, X7t->>m^U NBD ^^f©t)fcfil^ &&&&*> 
(GFP) ^©3bfcte*>;t ^i»IJ:bTiis 



WO 02/46395. PCT/JPOl/10731 

9 

^■f £ ^ £ /b s £0 V»3 (Miyamoto-Sato, E. et a].- (2000) Nucleic Acids Res. 28: 

1176-1182) o ^rav^c-^t-IS^-n^^^i^^ 1 ^ 

(is U ^ F £ fctt^^ U ^7 * l b^iSfflSlo^ 

tr UsKJf ^V*.f!j-.K (~rC-) SfettSr;**-^ "J ^ K (-dC-) tfll* 

bTs ^na^ssw©^^*^^*?^^^*^-^^^ DM^-rs-^ 
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( i - 3 ) *^BjaiR^>^"i/— h 

SiR^>ri/-hT«fet), 110Cfc^tJ;7^ *Vkmm*^tti'^mmM. 
S¥7 ^ o^ i -^-^t^£5 , #WM>I^(5' UTR). 43 £z>\ * {ton K 

gtl1t0BFmij&fr Z>ffiJ$,g$l2>o "MWi 7=- > i7* 1/ — F&DNAT! # fiNAT* & <£ 0 

^ t|$^B 'fc ^^B^Oj^lR^ > r U— h '& N £ ^ ft £ =j — h* f & ORF 

mmt, orf^©5' mte&m-rz, m^7°t2^—#-&£wmm^>^> j y- 

-*^A,fd5'\JT2ts 0RF^O3'{PJJ(C{4S-r-S. ';Ai^^(polyA)*^^^3 , * 
^?>{3$?^ L^aiR^>ru-h{i s '5'UTRCD^rD^-^-j:bTSP6 RNA 

'*wmW£&\,\-c r±^j r T ^j ^ (g^ifcH:H|R<Z)^lRi 
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(1-4) *IBtyMRti&:&& 

tPo • 

±IB.ffllR^>ri/— h Isi.^tl-lOO^McDfglfU^J^ 

> y y _ |. £ X U PI 03 £ 1 ~ 100 jUtt® » l^fp&j ; £ «M^?L^ ^ -f.^'.P 

« r 3£h£j;oTin]iixb ^©*SMr d ^ ^ ^ iit^m r d -fe ^ (3 g± i~ 



WO0?/46395 PCT/JPO 1/10731 

• » 

12 

&%.J&(DWMM £ %± Iz m& T & tz to iz ?)\, 5 M * 5 A tc &|£] A» £ # & S o 

: ( 

«jfctt*wt*K x M^s Milk ffi^fb^fc£#*fcr&*u £?£b<i±. * 
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^i«f£#»n©^i£-£*K *&©^@rc&ct^o b< feu *w^3H-f£ 
hi i ^ b t f«gft * > * ? n h mm* m -r 3 t&±> £ * 1 7 3 p& 9 ^ ^ 
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m ^ n & wmtt mm c m c t mm*m t <t t> f^te u t jb v % s z ^ # t- 

mZ-teyfr-XX/MJ D-^>^?!k Cy3, Cy5, >36BU NBD 

^ffci$fc:fcJ\ -m.#x ^#^#*>;^!ff ©*<§•£. _tf3 (1- 

* fcs *#6 Bjf#«p ^>/^it ej§ izffl v > & ti a mtbtt&mm t/fo c 

<E> o 
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DNAlS^>^i/DNA, trbft/trbJ^^ (xKr-:7) s T^l^i^'J 

-s- F7>x7i 5—v-)/tf)y&p- ifc#/ifcigc . ( ? K * — • - 

b h\ b;i/b.y ^^ ; ;v5rb by t:-* - UT^J.it^ V- >^ • h;vx>-2,4-^-r 
v > 7- * - h s r ^ y «s tSt£ ^ * ^ ^ t *«fsri6 * * x « * x 

Jill. i£^<b^*H*ifc*s^**s©cm?e>n5K!»i©^& ^fcftcfc* 
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(3) ^©s-fboan^ 

^ * 's ^ j* & & v vt & pg^Etfj ic^ir L/tiis t, ^ v > o $ ^ &'n § ai hut 

ft lettT- is Mt £ hx : ^% wffigWife -t ^mtftfr? tteMm C^¥% 
(3-D - ! ' ••• • • • : ■' " - • • v - • i 

^^SH^^fe^ (Fluorescence Correlation Spectroscopy (FCS) : Eigen, M:; et al., 
Prod Natl. Acad. ScL USA,'91, 5740-5747(1994)) fi s l> — if — il$fcit^<£>T 

a#«jc»«**fe^#aj©3tec j; ^ajg^rnTx '^&§«<a— at^x-sc 
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* $ -tt g B*BHH«*ffiffl bt^ 6DM^©«^ *>*ffi£ • - ©FCS£ 

ffo^o^a*)*-^^^^^ (Zeiss) tfc^^e.rUflg^ix'r^Dx *^ast:*. 

UfrU 2Sm©S#£SS£ffl^*M#ffiEffiW##& (FCCS) fcfc N 
r^^jU^-^m (FRET) ftijSftlfenT^SijSs FEET*«^CSfc«)t:H:2o©^3te 

z ntc^mxmm^m *»m-r a © its fccs&t & £ t> 5c«s w*ca£^ 
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x&^^ak u < \±mR(D f c sffliioi^ o ^jitmn mt^m tzm 
(3-2) myt-( *->j>?7i-^j 

•a- e> ti% WiHt^ TfJFv5o^-r ^ — > ^*7t7 if — £^ ^T&j^x&ji? Iff T 

tixuz&cDh, ^nx^t^^(D(Dt^^%mm^mx^^ 0 ''krz, ®^<bb 

ci&m®m*y^?m±, mm^^vxm^t^tix^^(D^< -mmMnw 
offiftxfflMihgnx^&%<D&m^zz:tftx% z>o 

^ Kis dna n RNA S mt, tuv^^^.i)>. ^pw.vy^tnm) 
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x^m^-fb gtix^z h ss-e *> tiz n% t mm± tc 1 o tcmmft- 

( 3 - 3 ) 

^-^fflb (FRET) ?S *s «t <»f>ntl^o FRET fct± x ' 2 a«©«t*fi*©— 
;^SC£s ^n^n#t#{**5«krjt^^^^§^3te^T^b-r*5^s 
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*%^tz&> FMmmzbT, &^i&<DM3tx^? bJi&mmznzbK 20© 
* y^ntmrnm Lxm^mmmm^^ <&z>t, fret^ 

(Df&yt*^* h ft £©T%' tbfe*^ MU©$fcg©je^j&» 

^-U-ir-f S^* J D-^$>i:M-5jS^to-fr*s«k<M^t,ftTV^5o i-fc 
mtm&9>WR (GFP) ©«[*©l|3Sc*^S#0li*^*)-&t:J; 
Dx *MS©4n? FKET*«Jj5bffiSf^ffl*tftm-r*K*-**3&*ftT^So £©# 
SO^ilLtlt FRETd^D^fc©^ 2^>©m^-em* s 40~50AJ£*rtfc:3£Jg 
f £ & 3 ft to* * > / 1 * 9 ©:* § £ -££#£1 *©f<t O T V > 5 <4S £ cfc o T 
{is fBSftffl LTV^T *FRET*s^SJ^ft*v>^(4AJ$ ) 5a^5^ilj»^5 e 
(3-4) x/Uft>M|^^-y>^ 

x^y-b^hiW^-y^ailtt, Funatsu, T., et al., Nature, 3 
74,-555-559 (1995)^{3lB«^ftT VNS:fr8rC x " ^7^^©8i8ftt:i^ Ufe 

T«O^X«:»tfft-S*acr*So £ft&©t*{1sfcj\ ^ftg#g6£n©:£M* 

£ ft t ^ & ci i: tf&m-vto % o *sa«}^?ti r a m-smmosw & & 
n a ^ c mt^ > a- ^ K .$ 4 ^ ttHEwww^?. ^^b#6tj c attte/Bsn* 
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© C *^0fP *W^K£3i> ^ £ ft b T H^b TS2J 

(3-5) M^fl#fy?^i£ • • • 

MftMytte (Perran, J:, et al., J. Phys. Rad., 1, 390-401(1926)) lis 

™ -e m# & s ^, • i ® as & *t & #b&©wim* t hue 2?^ & * 

c&ot^socsi/Tn ffi^o.M^te^oW'&tts att&^frm^&^Si 
libfe ©in ^ ft a 6 • * z t-s Tfe-e ®£a <* ti tz mytft^fr e> i&it £ ft 

5^fc©3i5J&£x 7G©¥®£:-£ftfcSifi&¥iSfc"l?fcl^U PS¥@©^#i^J^© 

fj^-^ e> ci ©^©asfrts^ J; t>* ■€■ ©#&#^ t it a ft i) * ©-c $> 

So £©#*££«fcftfc^ o 1 1) t^f ^tiS ^ ^ < v Mftmm 

fr^tmmfi-^-ms wftm T a £ t £ © #k m^omttx^xm^n^t^ 

Z(Dl5&%frotz&(DmWitl,Xl±M7Ll£MC0}l (Panyera*±M) mt^M^tl 

c * > /.r* k & a v> & & ra^© ^ > r ft * t u x i&r % # * * • 
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X & ct^*P\ b < ttrff|g(7)^ii^|f^^g©aij^ffl ^7 ^;i/(3iim^b^S<J 

(c ^ ^ e> ft § is® t: m m & $i jg t c * mmm *>^zn &m bfcMssA 
m it, t&i* l & miMttfazifote znmmt-m < & ^ c ^ ft s & mm. 

^fi¥^Sc«!l^S<Z)«-90^ffl r> i^iz^fteft^ft C^igm^ 
(3-6) S®r^X^>#PS^ 

zr^tt ft, cift§^f^©3ijg^bTiiJ^-r§75r^T"fe-S (Cullen, 

DC, etal., Biosensors, 3(4), 211-225(1987-88)) o ClCDTj&^ffl^T ^ 
4&±iC^ il, fi^O#S?tJJi3b^J55(i^ft7b-fe©*^V>^ft§o jlBJ§M£:b 

T fcju ii^til® 7*7 X^e > #tPl^M (c ffl u 6 ft 3 cd ft ti ^ * & 3 $ : ©-c 
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£tz&mnm®m&\±i 00-200 oAgg^iiTS^o d©et?ft^@x 

^5»fP^ W^SC©±l3S*£^©@^bteM$b;fc£&t J: Dfr? £ £&X% 

-So 

, M^^^ffiSf^ffl i~ -2> £+#ft*u^ c&mt a n« v> a>& s & ©x & o 

S X &#P b tc @^<b £ ftfc c mr a * > / * * ft 

3 ft & © fr H ti rf^ HE © a m X X ^ > ±t q| ^ gs m J±* B I Acore2000 
(Pharmacia Biosensor*±M)t3 Jt o X * «t V>o P^^gSftft-fr b fefefU ^tlj&ffc 

gj£*n ©m x ^ x^e > av&b ^ffli^ts * *i nosu cd m tt&m. cd mm ft 

uta^ftta^ fe^iMii «•© a^fls £ n & c *a»^ # st tna«t 
; (3.-7) mmmmftmkfc& 

HffiiMfc&jESt&^j (Enzyme Linked Immunosorbent Assay (ELISA): Crowther, 
J.R., Methods, in Molecular Biology, 42 (1995)) & s @ffl±fcia^b bfctrEl^fcMLs 

tfm £ ft * C*«iP^ KttJtfB bfc#&£ «t D ®£<b£ tit 3 - 2: # 
^5t?fc4o £ fctritt t ft 3*ffft^y:±fB b fc^fPtJlC iz£y)BM£tiX^2> 
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ztizmyt*. TfjjEcDE l i sa u-^— m*m^TmM&&^i£ 
mm t z r a ti «t b\ s^-fb £ *i & inuit *: *bs^m -r * ^ £ i^-r § c ^ 

(4) *gSMT3;fr^D|5]^*£ 

_hfB (3) ©^^ix©^acj;!)i^nc*^^w^lh0Flt:ffi 

(5) cjfcm&M*>^?M<Dm%.<h<DfesbcDmw 

±13 (2) £ fB<g L fc C m.(DBMffi & ^ b @*a 'xCD 
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±13 (3) iztm^^^y^^mr-mm^mmKimmi^^fotz^K^ 

^^©^JPv:;.^. {8^&mf£©,#*W&v .^tL&^^JO^^Ccfc t)jfr;Lfc£ 
IBOH^J £ £ •!> M £ PK-5£ £ ft * T: & & ^ « ■■ • ; i 

^hbts c-Fos^^.^c-jun^ >^t7n*®.um(Dny£&,M-eBm U # > 
i) mmM(D^m. . - . ■ • 

&2) {3^©IM£^T2m£^T^bfco ClCT-fb^lttlkeda^^ 
gtfc^S (Dceda, S. et al. (1998) Tetrahedron Lett. 39: 5975-5978) £fflW£E£b 
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2 (Ttvjj&mm. ^-v-Tm) iDsiAifeo mm® 

lAlfc. UVMttBackman DU 640*^ hD7* K* — # — £J3^T8iJ^Ufco 
•7^^^^>;HiFinnigan MATttcDLasermat 2000£ffl^T$];£Lfco 

i - 1 ) mmm 1 &^fcflMa*j 1 ~ 1 

<fb-£-'#Jl (400mg, ^-DY.^f S»SiaiOAtBol^) CMU WTOA-D 

;b 5 ! : mLT5HJ^-r^ 0 • - » "V: . ' ' ' • •' 

B. * * l^^T^ K***T^>i' H30/2mbK 0.457 M^ h ^y—^-^Jc^^ h 

t5o T-fe h— h >j;i/5 mL^r5|o]^fe^-r§o 

C .'50 mM3#f?|?§M (9- h 5 b FD77>-h'iJi;^ -tK= 7 5 : 2 0 r5(S 
ftib)) £1 mL/jn;L^T3^F«g|g s b'U^>5 mL 3 [Ujft?f ■?--?> o HSlRlb 

D. 10%»t*»M-K';y>*«l mL*5J;tFM^«©4 5 4-^^^;br^ y t* U ^ 
> £#n;lM^T*20#F B fMffi^ f *J >5 mLl:5[nl s ±g<fb^ ^ V >5 mLT»'5[I]^ 

^7j<1.5 mL&J^^y-^O.S mL$ia^ s ^MT14B#P B 1MM Lfco J: D 

H^Sff (CPG) 5i$)IMlf :o H2 4 I Y*nert-^^;v 

K-7 1 h^t KP:7^>^£400,aL£;!jn;^ ^Sin4H#p B ^Bf£MJ±MliLfco 
3»£HPLG (*7 A : YMC*± (3£i|3Jft) £g YMC pack ODS-A SH-343-5, 'WM.WL '. 1 
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0~60%r-te h- h U^-O.l M mm b U ^^l/T^-* A7k^?g (pH 7.0) © 

i zmfro 

0ff>£iJl : 31% UV (0.1 M h U *ig^7k^r# pH 9.0) Amax 500 nm; 
MS m/z 1298 [M-H]~ 

m%$ffl2 ,: 28% UV (0.1 M h y**fiSzM&?ft pH 9.0) Amax 498 nm; 
MS m/z 1586 [M-H]" 

fM^J3.: iR^s 13% UV (0.1 M h U ^tg^Tk^ pH 9.0) Amax 500 nm; 
MS m/z 1314 [M-H]- 

{&m%\4 :< : 7°% UV (0.1 M h U *ffi&zW&*£ pH 9.0) Amax 499 nm; 
MS m/z 1619 [M-H]- ' 
^fP#J5 : U« 48% UV (0.1 M h U^^tK^M pH 9.0) Amax 500 nm; 
MS m/z ; a312 [M-H]- 

f^«0 6 :'J&* 17% UV (0.1 M b U^^7jc^ pH 9.0) Amax 499 nm; 
MS m/z 1617 [M-H]" 

mmM'7 : iU^ 79% UV (0.1 M b U^lMIg7j<^ pH 9.0) Amax 500 nm; 
MS m)z 1320 [M-H]~ 

BMM8 71% UV (0.1 M b >J Xi&gbKMi pH ; 9,0) Amax 499 nm; 

MS m/z 1336 [M-H] - . . » . 

WM$%)9 : l&m 11% UV (MeOH) Amax 643 nm; MS m/z 1293 [M-H]~ 
i&M$ffll O : HS^ 8% UV (MeOH) Amax 645 nm; MS m/z '1582 [M-H]" 
mmmi 1 : ^ 81% UV (7JO Amax 273 nm; MS m/z 1164 [M-H]" 



WO Q2/A6395 . 



28 



PCT/JP01/10731 




WO 02/46395 . 



29 



PCT/JP01/10731 




WO 02/46395 



30 



PCT/JP01/10731 




WO 02/46395 



31 



PCT/JPO 1/1 0731 




WO 02/46395 . PCT/JPOl/10731 

32 

1-2) mft&2%m^izi&m#n 2~i 

fb^*Jl (400 mg, f^-DV^^>a»10^mol^) £*fU ±I3A~D . 
©Ml *m«ft © * * 1/ # ^ F #33 A £ ti Z> £ T & t) ,g L ff & ■=> o 

(30^mol)^ffiMfT^^s ^©tCOMl^lT^ofeo ££-c»&*ifc, it-it® 

2 *5«ttf3f^R©5f * Ftfimxztitzib&fa nzMLz%hv*n amm- 
mb*^\s>mm un^m^.m^ lo^mmm^ mit^^u>5 mL-e3iu^# 

^■i^>mm mLT»3m N mib*7u>5 nL-r-sniifc&u «jETis*ftufc 0 mzn 

tzWmmizBmWmx S K 16 mmoh ^V7Dt;i/x^7 5>16 mU 

K5 mLT*5tp] N x.^y— ;i/5 mLT*5HJ^bfe^ iTVtxTjjcl. 

# (CPG) £Sfc«3P&i*; 5**i«*S«g«bfco m l#Ytfitert-79-j],i?** 
J]/is U;i/^-^r>>S©^{±g|2trl Mrh7 7^1/7>tzH7A7jl/t'J K — ^ 

&HPLC O^A : YMCtt (*«?) M YMC pack ODS-A SH-343-5, &ffl£*£ : 10-60 

h u;i/-o.i mwth ] )^3-)\s-ry^-t>A7kmm (ph 7.0) 30 frm 
<z>m%nmmmis mm : 10 mL/#) -eim u fefiftj 1 2 ~ 1 8 * 

flMDftJl 2 : Ifc* 6%, UV (MeOH) Amax 503 nm; MS m/z 1295 [M-H]~ 

immi 3 : Ifc* Q°L UV (MeOH) Amax 504 nm; MS m/z 1585 [M-H]" 

mmmi 4 : lUm 3% N UV (MeOH) Amax 503 nm; MS m/z 1313 [M-H]" 

fcmmi 5 : l&m 2% s UV (MeOH) Amax 504 nm; MS m/z 1618 [M-H] " 

mmmi 6 : ikm 2%, UV (MeOH) Amax 625 nm; MS m/z 1484 [M-H]" 

\mm 1 7 : IR* 4%, UV (MeOH) Amax 646 nm; MS m/z 1467 [M-H]" 

feftiftll 8 : W.m 4% N UV (MeOH) Amax 590 nm; MS m/z 1639 [M-H]" 
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12-18) <*Mb3M8jg£Sf£2 
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i - 3 ) mmm 1 9^wmj 2 0 o-smk 

*5<fcV«ISiU IMWFJ1 9i3<fcV2 0£f#fc o 
f«^J 1 9 

iRsfs 50%s UV (50% MeOH-H 2 0) Amax 558 nm; MS m/z 1631 [M-H]~ 
l^ttiffj 2 0 ■ . . 

iRafs 44%. UV (50% Me0H-H 2 0) Amax 558 nm; MS m/z 2037 [M-H]~ 
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2 ) DNA omWi 

■Ti>^c-fos*«klfc-junate : ?*s ^:*testis cDNA^^^U- (^il?i 
*±) fr£WT©<fc5£*P-->^bfco Its c-Jim©rsyKffi*J+c-Fos£ 
J:t>*DNAb®^^^^216~318#S©r^y^a* (Ryder, K. and Nathans, 
D. (1988) Proc. Natl. Acad. Sci. U.S.A. 85, 8464-8467) IZ^MT Z>7&fe?&M*, PC 

T ^ l3 ^ p _- > ^ bN h*pSP6-jun*#fco PHSH^ c-Fos©118~211 

#@©7^ (Van Beveren, C, et al. (1983) Cell 32, 1241-1255) 

Zmm&s 77^7- (JS3giB5U*iB^J#-^3*5«fctJ c 4K:^-r) SJB^TcDNA^ 
•>f 7*7 D — «k t> HMB U"777 *.KpSP6-jun©c-Jun£=i — HfS.i^ilA^ 
X. -7*^X5. h*pSP6-fos£#fco ^P— =.>^<0**SM^ (3*fe^^s :*B§® 
©ff$^^*5:=tt>*^^ K©HU&fc£) ^Molecular Cloning (Sambrook 

et al. 1989. CSH press) Vtztf -=> fzo 

v «7 * c-f os*5 <fc If c- jumfife^ * lS?t * m<Dmm h 2> ifilBI^DNASfT^ * fe* 
T©*$fcWRbfc-. KpSPG-jun^^MhbTs SP6^P^-*-©i: 

$ft©7^f ^— (J»a6S^J*S5U#^ 5 twt) * iVc-Jun©C*J»t: 6fla©t 

SiB5"J#-f 6 fc^-T) £-ffll^Ts PCMSC«fc;W$«bfc« H«Cv ^77^ KpSP 
6-fos££ISJfcb-?\ 7*^^^- (m*lEmia^J#.^5 fcl^-r) *5«fctfc-Fos© 

ffl^Tx PCRiitBbfco 2o©DNA£QIAqiiick PCRflHKi* V h (*7f>#.) 

v tf * c-Fos/c-Jun- Sft il^ft ft £ DNA©m^»»f «: WT:© £ 

K?U&E*J#^8£J;tf 9fc^"T) S^;i/S^U 0.-1 M NaCl#4TT-95°CT" 

£ & m^sffi p^^©^J^i- ffl ^ fc • 
3) -mm - 
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$ X c-f os :fc «fc U?c- jun<DiIfc^DNA£ , Ribomax RNA^ > ^ ^ A (7"D^j!f 
tt) ft«^TSP6 DMAsKU^^-^fcADWbfc (37°C N 60#) . 
*6*t:RMA^yr7'^D^ (7-f77^t'Jx>^i,t) **Pis RNACD5'* 

-^>^>;-> N Cy5) i:ta-D?^»to^t§i0ij >A _|| Al/ 
(Molecular Imager FXi 7W;T^y h**t") fcr«fc ^fcii -^fibfco 

izi&zr-dc- (mmmi, 9, 12) t-^d s * 
w^jrcfeHtre*ofco **u^KU>ft-#-dCdc- («^2, 1 0, 

£Ts -rC- («*iji*!F3) tt-dC- 1) "fcjt^T, iMft^ttgF-ft&ffifr^fe 

S*ffc-rCrC- UmM4) tt-r-C- (ft^J3) fcJfvtWiPo-fco jsr^* 
^KU >77-fr\ -dT-:(#W»«5) v -dTdT- (*ttffl6) . -dA- (1*MU 7 ) , 

-do- mmM8) T*&< ^m±mwT*&*fr^t£^ ^**^^^vjvm$>z>^ 

tt*J©SJt»ft©-jt^tfB'6tifca Cy5©S§i§r (4*fiji*!|9 £ 10), 7;M"U-fe 
-*> (fl»£!Jl£2) (:J:t^T7^;Hb^0IIlt^fMJtffi^ofeo f| 
3fc**«D-^^>^i;->.(RG)©»^ (**X!I1 2 fc 1 3) tt N SMdeoMl^l 
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K7ijv-amR (*77>tt) fc»^U BOO***®**** 
-;i/-C?J£ffiUfc« *W^St£^ft&ttlIi#*^l'5»:fr^ (PD-10s 

.4) m^ffiSfflH^ac 
M^*t:D— ^^>^u-> (rg) zm-tzmmm mrnnn 2) x*&m$n 

zlJ^lO nHhte2>£olzm& Is 37°C-C60^SUfco C©a£*410 #L£8 3S# 
^*^i>M— (*>^*±) £©-£v m^*BP^StConfoCor2 (£ — JVyrJ 

xft):*m^x§kftnKffim*m%.ufco ^(D^m, fos, jun^itfDNAosa 
m±x ^m*. tzUMx- mmmm&mm $ ntz & m 5 ©u 2K fos * fcfcfcjun 
#x tf X ^ § ^bs|»t- fct*B2*@ m &mm s *i& a* ^ (050^* 4) 0 

io" 8 M-e. znt l ±mmti^®bnx^fc%}0j3mz&^T&&bntzm££<^ 

EEk feS^I4 j en&©ia5y^trDNA5 i >7 p U'-h*TaXaBa Ex Taq(^SSI)£ 
fc*>VA-£PCR-£*§>iiU QIAquick PCR Purification Kits(QIAGEN)T"^M bfeo P 
CR©^>7*V- hfcts c-jun[pSPAM]s c-fos[pSPM]:fc\<fctfc-jun[F]. (-tn^tbtti 
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1 0-1 2iZmT) ftffl^ 7^?-!^ Primerl 
-K7"5^7-) hLTSP6Fi;5'SP6-029 (*Jl*ftraE9J*e8tire 1 3 £ 
iUfMfcSt) £s Primer2 CJ;^77>fT-) UTJunHis, JunHisA. 
FosHis, FosHisA, JunFlagAs 3 5 HisAiJ X TfZ' FlagA (*n^*l4B*iB5>J*iB5U# 
■^1 5-2 ltit) Sffl^feo W±©^tz«t !9ffliR^>ru- h(DNA^>r 
l^— >)£»fco CltlSRiboMAXTM Large Scale RNA Production Systems 
: (Promega)§ffi^T> 3£^(37°C, 2h)U RNeasy Mini Kits(QIAGEN)T"*IM Lffl 
!R^>^-KRNA^>rb- h)£f#£ 0 «^>r^-hCD»*^^43j: 
V#S*©DNAtf[*iB5iJ*BI6fc:^t-o ISIRrr >7U- h *V'JtfifcfflV> 

fe/^-fT-t^t r Primerl£-Primer2£j (DMT"V¥& 0 

mm^- > r i/ — k©^>; A$jjft©^ii iiaiRji >/n >-t>— ©029©$jjh § ^ § ^ 

•fet'2ooM^ff^fe 0 nWlth&Wheat Germ Extract(Promega)£ffiUT3t 

• ftmmm mmmi) ©#£T;§SiR(26 o c, 60min)*fr^ N mmiimm^> 

^ZW*mmL, 17.5% SDS4*AGET?*» U ^(Fluorescein)^ oT v;U5=- 
m&MffiMW, Molecular Imager FX (Bio-Rad)-£5tfS Lfco £^?ftEj20~25KDa 

VAvmmmmmx-lt, SP6F-JunHis N SP6F-JunHisA s SP6F-FosHis*5 «fc £>*SP6F- 
FosHisA£ s 029«r«^ft-£fcfc;.' SP6F-JunFlagA s SP6-029Jun-FlagA. SP6F-JunHis 
A*J;tKSP6-029Jun-Hfs*fflirSfco ^ »;A«f*©|IK^t± x SP6F-FosHisA£ s 029 
^©^Tii5'SP6-029-JunHisA^1.0h UtigUT^-S, 

^UAiB^j^T-tts *>Ji#K.'£.&e>-r, JunT'^FosT'^^UAiB^^S,^,^- 
A*s &^*©ttt^T«f_il«&*ii«3«a4f*<ft-pfc (07) o MSR^> 
^>tf-tt029E*J©*#AKVB*U^ ft 
M£^*#His-tagT-&£t§-£i;£ N telfr»*#2-tefc:±#l,fc. *W^£©{& 
*'VAE?!k 029S^J*«ttrais-tagE9>J©S»'jR*sfflfcE$nfco' H»J 
ltfttRIR^^ru— h©i?iR^>^>it-^ LTAMV#ffl^£>tU U 
AE5Uttffl^e»n&*»ofc 0 *^^!lT-ffl^feSP6-029Jun-HisA©iliR^>ru 
- h ©HWab*«± N f<l»J 1 ©AMV£^fc«iR^>Tl^ r icifc^T 5 ~ 6 
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S^lSiPofeo SP6-029Jun-HisA©f$IR^>7'l/- h 2 ^^"^ h* U 

(^H¥11-32278K ^112000-139468) £J:t^Ts 500fg®^** 

mmm 3 * w^kc**© >«f«pd3«fcv^ h t if ^ >si-n©@ 
\f*3->>tmyt&m ctamra) sp— fr^puzb^mmm (mmm 20) ts 

•W^!H£n ^M/7"h7^>l (SAM.Biot.in Capture Membrane; 7*0^ 
±t.5/zL^^>y:.h.U 1 M NaCl$g*£50 mLT» 4 0,; M^tKT 2 

[Hi5fe^b. -f^— ^T^-^-Tif— (Molecular Imager FX. Jr"? y K*±) ^ 
.TAMRA©m^6 : &532 nm-tr^ttlbfco ^©$£!Hs HI 8.fc^iTJ; "5 

ft&m*m—ft : ?-ft^&^Bmffl (mmmzo) T"C*«fp£n£c-jun*> 

y° b7¥i?>m±fcmfeib£i%te-fr-? fc (12 8 ; 2) 9 ftps^^ LT. ^Hfc 
T*1000^«©»ft%i-^>^:PI^^5!jnxfetl^ tf^Wbc-Jun* W^St© 
§t.^©£Sl^y:^-PIS£*bfc (El 8 ; 3) ©T% c-Jun©BI^©n^(±tl-7r^> 

nm^j 4 m^b^ t ct o * ? mum^m ofmn ( 1 ) 

Fos/Junz:a#©^flM<l:^tfDNA7^^^> Cy5-?!^fP bfe ^ -i ^ 
-fc«fc*PCRT*lf«bfc« DNA©ffM£y;QIAquick PCRUM (QIAGEN) £ffl^fco 
^UfeDNA7^^^> h^200//g/ml©?iJg-e^tf^^^^^ (150 mM 

\) r 'J £ A/0. 01% SDSs pH 8.5) ^UHSiUfco 

.-xW ^DTU-f -^(Micro Grids BioRobotics)£7.^ F2*^ (DNA-Ready 
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TM Typell Slides, CLONTECH ) & -fe y b- LT7^y 7^ >^£frofc 

-f >^©^ : Jtfrtfflft I<j25~28°Chu^s Mj^38~42%, V U y Htr>ffiffl N 0. 

7mmfl9HO o 

hfcl^Tlc^-y-feo 100°C<D*y hrix— h±T-7jc^$h«bfc^x UV 

*3S>l/-2-b?P U^-Y y >252 mK 1 M(So^(pH 8) 28 ml) bTg&U#IH 
ib<£iU, ^©^20~30^P«Mb7to 90°Ccd^WzKT^s m^X~, 99. 

30^^ >^tzl^- h b£ -(|g«ISB&«-fc«)^ K^^^^^fe^OT 
fczk^SIofc.) o 1xa-/7 7-+T5^S1U it^SllbTlDjgi/feo 50 
OOrpnk 4°C-£^hbfc^s $£*RU- *^-f K_t©^^^ h©t7fc$?^^D7b 
4 X (Axon Instruments*! Gene Pix 4000A) 532 nmi;635 nm 

-T^to-fe, K#^*±fc: % Cy5T"0fPUfcFoshJun©^^©DNA(635 

nmT^:7te£$J:^:)£III^U CtL^Fos^^ETT"s d — ij — >&M?t& 

bvx&-3i&Bffl mmft\i2) X'C^^mm^ntzJ\mtv53^y^^m (53 

2 nm-e^fc£$J:£) ^^n^tllDfrt^ DNAHFos-Jun©p B ^DNA-Fos-p53'©P B ^<D 

U - > T* C 5»f^fp £ tifc Jun^Fos^TT-DNA t VT^Z> Z bfi*t)frZ> (5 
32 nmT" d - ¥ * y y i) - > © % f 3 d i: £ J; D Jun ^ £ {±p53©#S # 
o Sfes Pl-ftS*4(3|3-r^^T©#Tii. Cy5T0fPUfcDNA#®^<b£ 
tL, #Sbt^§^J:^^§ (635 nmT-Cy5©m^§^mi-^>3 tlzk DDNA© 

^<zm p53^Fos#^TTDNAi:^bT^^^Ci ^^^^^>o |5j-cDM^4icS| 
£ti&o ZCDl&m. Mtfci&m £ tltc Jun^s Fos^STT^fl^ODNA^ilt^fi^ 
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fcv. Dv/$ >^U -r>v 'Cy 5-~T^3fciWHI:Ufcfi*^S%c-Fos33«fc^Qg--J«n^ 
>sV*M ^:^ ; tt-^.^.2 MJ^^M^f dp Sflfcfco ^frffi S/tSM^ifc^fc: 
*fc*>TAP.7,l i ( crFos i: c-Jun ' <QZ.mfc(Dm&ffi80M / P — ^ V # U - 

& (Kd) .*.J»-ffiL;fco ; 



a.) mmmcD^m.. •■, ....... • . 

it;77^tA • 77;i/7i/77Htr..iy:^.lt (^x-rX ^7it5) J;^ 

BSAUfeo . • .. • •' 

;{t^l' (400 mg, £ i — n .v->f 5/ ^ lO/zmora^f) SffiS- 1 

b It A ~ D ©^f§ FJf F A ^n^tTlD S£l/ff.&-o ° 

-3I£ ^A B(D|1.^? ^P^ F*^* • h -ft Xrfc&m 2 ( 30 
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mo mM mm± b U £A-^#y — ;i/£2 mL N BmM2 2-2 5 it T> 

^TtK 1.5 mL ^iVx^y — ;i/ 0.5 mL^nit, ^trl4B#P^Mffi bfco 5 
3fifc:<fct)@*Bfi^ (CPG) Zm^m^, 5I^iEIIlfc 0 BS£HPLC [A 
: YMC*± <#tpjfr) K YMC pack ODS-A SH-343-5, ®m$L 10-60% -y-kh- 
h U;i/-0.1 M Mb V^Jl/7>^-?7A7k&m (pH 7.0) 30 3>JHI<Z>ifitt&ft 
$J«v «E5t 10 mLAfr] tlSt, «tfgf&*l,fc* 

2k*^-MJ e7A-7j< (pH 8.3) ^o.rmL; ' &&m&^mi*z ^>4 ^ K 0.1 

Hunol^N^-^^^^^^AT^ H 0:5 " it ^ , *fc»[*jD its ^.U^zmm 
&«.-bfco ^©^s Poly-Pakll: ( ■>/ U It— ^*±) T?ffi$gb$l*JEiftffcbfco 
'" Bm%}2 2 — 2 5 £) _hf3'©af6^30%T-fe N<= h U ;1/-tK l mLH^M^ 
lMj^Tkfit^ h U «>A-7K (pH 8.3) £0.1 mL, & £ m^ifi^JSf 2 ^> > 
-T ^ K 0.1 mmol^N,N'-^^ ^;i/^A7^ K 0.5 mL(3v§M^^fe^<& #n>U 
^-e2B^P B ^abfco Poly-PakllT'MbMM^bfeo ?«&80% 

2 nLfc^^^x MT?4WFBBiftaa N MEE $stM b it o' ' ^ftE & 30% T^z Y 
-h U;i/-7k l mLti^^t, IMj^MtJc^^- h V £A-zk (pH 8.3) £0.1 'mL, 
^<fct) c ifli|!ll l^^^>>f A h* 0..1 mmol§N,N'-^7<^;^^;i/AT^ K 0:5 m 
L £ # *g § M x. . ^^T" 2B§ PbISj S b £ o ^ ©ItPoly-Pak 1 1 "£J]£i£l b MJE 

^liibfeo • 

1 (Dm-&& kuwrnm 2 2-2 5 ^^^_tfB©as{3 6o% 

h <;7;i/^Dim-7k 2 mL^DX., ^T307>P B mffi^ MJEWIbfco Je§S£ 
HPLC [*^A : YMC*± (IfCfPifr) YMC pack ODS-A SH-343-5, v£« 10-60% 
T-fe h- b U;i/-0.1 M Mfr U ^^;i/T>^E- r7A7j<^' (pH 7.0) 30 tIFb^© 
iI&i8&43iEx «E3 10 mL/#] ttt^ft Ufl*ttft!l 2 1-2 5 £f#£ 0 
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BBM2 1 : I&ip 32%, UV (H 2 0) Amax 558 nm; MS m/z 2035 [M-H]" 

2 : &m 8t UV (H2O) Amax 506 nm; MS m/z 2093 [M-H]" 

#fP^J2 3 : H» 8Xx UV (HsO) Amax 506 nm; MS m/z 1979 [M-H]~ 

4 : 13%. UV (H2O) Amax 649 nm; MS m/z 2375 [M-H]" 

mmM2 5 : mm 13JL UV (H 2 0) Amax 649 nm; MS m/z 2261 [M-H] - 

6 ;J6SL* 22% UV (H2O) Amax 646 nm; MS m/z 1977 [M-H]" 
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2 ) Mhvmm 

(IB#I#-f 2 2) h> t^^>^^ »it^ K>s *UAIE?!J 
x ) rt—X75 4'?— (1E5U#^2 3X1*2 4) K<fcoTPCR&£«fc t>*^'V§ 
Ufco PCRjg»ttr#TA*P-->^r3' r- U>thn^x>ti) fc/B^TpCR 
2.1TQP0^# — ^-9-79 P— -^bfco 73&©I¥£ffl&/ — I3f&<D7*o h 
n-^C^ofco JfiMBaiSttBLfc:/^;*^ KDNA&n Wizard Plus SV Minipr 
eps DNA Purification System (7D^^t) ^ffl^TJliii bfco 
RNA^#©fc#©ffifI4*il^DNAfciu #ASG «fc t) ±m<D'<9 Sfl£JS 

(^6~12aS).'t!filt5'J>^X77^v- (E?!l#^2 6-2 9) S 
#figbfeo ®§MDNA£QIAquick PCR Purification Kits (3c7f>&) IZXMm 

bfco 

3 ) mw< mm 

P6 RiboMAX Large Scale RNA Production System (7"P^**4±) ^r'^T^S^b 

(37°C, 3mm) o g^jfflH:^— *-IBlffi©v-iT;i/t:^ofco 
h izMtt®^*^ ^ * * tn/7—V'CmmMk*m£ U SV Total RNA Isolat 
ion system (7*P^^±) T-JftMRNA^ffco 

HIRJi^-^-fatao^-i^l/t:^^ MSIRNA 5 mg> /J^&33Sffii« (Wh 
eat germ extracts 7*n^^i) 100^1*fflV»fco m&fe&E- \f*?->&Z>^te 
^;t*^>«fei (p-^>^'J->^U->. Cy5) £[H|-7>?f*l 
t*Abfc^»«lffl'fb^ ! » (0@P#J2 2- 2 6 ) £7JIl*.t\ C5fe«S#M#«i« 
£ftfc*>^*1l£'£ffcbfc (25°C, 1«fM) o £#^>£*SAbfcili*663fc© 
£**Afc*Cy5 (4MAiffl2 4, 2 6), p-^>^U-> (*J!ffll2 2) Jfcfc 
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£^125/zM, ^ y ^?>§iALfc^i©Illtlt Cy5 (* 

BM2 5) T'IZSOuH, D-^^>^u_> (fit^ij 2 3 ) i±12.5//MT'&ofe 0 

-^/^;b^rl/-hMiNi-NTA Superflow (3rT^>*±) 

+ft£.mm*m&mmm-cm^itm^ 0.5 M^$^i/-;i,fc$tr««jft5o#i-cfc 

^^>r;b^lx-h^(clIjiR^n^^ (Abate, C. et al., (1990) Proc.Natl. 
Acad. Sci. USA. 87, 1032-1036) . stills &©*§i^ 5$ 61S©^'J b7f- 
S> > T* &m=F \b\ v n © T- . b ^ > ©i^ £ £ & £ ±i^» b T - y * V - 

t>\ W ^ ^*V*-;b^tB(Z)=§-ia^^SDS^ U i;;^* (SDS-PAGE) 
l3T;fr&tU M7l6ilftfjf4ir^» (Molecular Imager FX S ;W;>r^y Ktt) 

ffib£o ^vb^^^ii^ii^ic^iv mTfe^^v^-^MoiiiiRa^ 

i§*ab£ (HI 2) o c-FosO^^lsI^o^-t^ofe,, ^Vbjt?- 

>^tsmmb^ mmm 2 5) -zmmwrnistzm^it, -r^v b^-^>^ 

^^V^I^Yb^. (f|^^j9) ^ffi^feiJ^r^Jrb^T, £ «fc * 2 &®%*7?«|8 
(HI13)o 

avidin Sepharose High Performance (7Ti/tA7 7il/Ti/7t) T^$>{c)|f 

fcIO/*l©afffi*«-£frfc:£fDUfc (4°C, 3 0^) o tt^flrfeT+aeaHBS 
Bfe^LfcSU 50^1050 BMt^>*$tr«ff«[7?*tHbfco 

>^^Ili^ 7 t-^>#ftfrm^^UltraLink -Immobi 
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lized Monomeric Avidin (f77t) X~mmLtco HWJUfc: J: — *- 

°Cs 3 0^) o |g^&«tt"r+#C«H&iSfci#bfc&N 50^1050 mMb*^^>% 

"fMPMfrfecfclM Ay 7"ny HcT**i!l**S8bfc (HI 1 4<Dkj$&m) o -fA^ 
t^x>Xt) N^fclBbfcTT^fcfcrra^*^* 

— IBtt© ^ - J- 771/ o o — y ->r ;i/ — h WJBg £ b tz t'Xf ^ > # ^7* 
fc (Ell 4©Ad3«fctfBs U — >Z, 3) o 

^bfe^^>^^KoMJS^Wbfe 0 m^mmm^n^n, 650nm£ 

^68 f ;600T-^*b^W-^5. U->©*"fc bfco' O.l'M K 'J *ffi^*SffiifcpH 

s \z mm b *:Sft*noo/z i ^m^u^ U7>^i/>7 , i/-h ( * *±) 

17* (7>^i>*±) §i»Shbt K>y h7D 

a ;i/ y *±) c ^ # y h bs -?t>7, ytttitis «fc 7 tr^M-* 

ft (Molecular Imager ChemiDoc, ^-f^y K*±) tr^tBbfco *&®£Iii#©T7 

^^^^^^RfcS^^scJtawi-eifeofe (SB 5*) o mm$>y 
ztmn^ztifz (ii5) o 



WO 02/46395' 



54 



PCT/JPO 1/1 0731 



0.99 
0.92 
1.02 
0.93 . 



5 ) abteffi3L*BH##$s 

m^IiUc-Fos^ J;t>*c-Jun^ £> VK:AP--liB5»J 2 ^HDNA^ffiVNTs ^fflS*! 

■€-n«»»jftip nM) ^m-sistzo z<DM.moui*8m-%^xr 

tt ) £ & Us M 7t ffi M^^I+Conf oCor2 ( # y r ^ ) £ ^ T g^frfi S*§ 11 
^SO^bfco ^©ISJit. c-Fos. c-Junjo e tt>*DNA©3fl^T^JPx.feSS*4T"{^S 

ft(Kd)i±, 3Rjlxl0"» MT-ifeofco flb©^fc«fco-C.»e.nfc»«^«[t± N **Jlx 
10 -9 Mfr^l.lxlO" 7 M (Heuer, K. , et. al., (1996) Biochemistry 35, 906 
9-9075^ Pernelle, C, et. al., (1993) Biochemistry .32, 11682-11687) tm 

• StUxS 1 

ffiSfflW^W^^Nae. r, Nac. es Go (0 *l£ o 



Cy5^SMc-Fos 
Cy5*i!$c-Jun 

D-^>^'J — >*if§!&c-Fos 
D - 5 > s? i; _ >^|^c- Jun 
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N - 1 

G e (0)-1 

AT » N acjg N c,c,r 

N =N -N 
aj =J V -TV' 

^ = ™ s1x10 " 8m " ,-o_: 

.... . . * v , ' : _ . • . — 

1 t. ' • , ■ 

1) -«Mft*l©^' 

mmm 1 9.&, h»j i T-^bfc&©,£ffl^fc 0 

2) DNA©M :• • ' 

2-@. (Bait)* ■ ■ . ... . ■ -r o 

**** : hi/ 7° h ^.-fe^ • 7K^=- (Streptomyces av.idinii) <«?3 

^nfeo k> ^mmm-UM^\^U(D^<D^m^tz-:.^M 

m JM109, 7-7^^ KPUC18 ' i*mm). s pET20b (^/^^x>tt-)^:;i*JK»*Bai 
HK Bglllv. EcoRIi3«tU c HindIII ; Ligation High (m#*SK Ex Taq 

DNA^>;^7— fe\ U3fy7($W) ;QIAquick PCM*tt*v.> (*7*> 
ft) o jtfc^X*©***^ (*D-->?\ *J»B©J&JMEtfc:fe*tf*&*s 7° 
K©@l&fc£) tts i^>7;i/^i(D ; &l/4a7-^D-->^ (Mole 
cular -Clonings- Sambrook et al. 1989. . CSH press) £t£ofc 0 ... 
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7^;^ KpSP6-STA-Juni5«fc^pSP6-STA-Fos^JUT©^MT-a^bfeo £7\ 
Xbl/y'bTWyMte^Z, ^MMStreptomyces avidinii^ J A £ b 

-^•3 0*3cfctF3 1) £ffl^TPCRTiii|iiU BamHI:fc J^EcoRIT-vPHb b s pUC18CD 
BamHI-EcoRIgB&ic:7D-->7*U pUC-STA£f#fc 0 ZflZMmt bis 7 b b 
7*h7t^> © N 13 T7* ? % fl-fln f & f z #> CD 7° ^ V - ( iE^US^ 3 

2) h 1/ / h 7 ti; >lg^T«{: 77 -i" t- (m?m^3 3) 

o^)v^&^(D^ys\yv-mn^tstmm.mM (s'-utr) ^mnT^tzmz, 

V- (IB3W§3 4:feJ:t>*3 3) §fflV^TPCR±il|JIbfe^fM-^BaInHI-evi''^b : Ls pE 
T20b©BglII-BamHlM£7P-- >7*bfco ^Mxrh7^tf^>« 
■£-?©#A2jfn] h LTBgll Ifl!l^^©±^t ^ o 11^77^^ K £pSP6-ST 

Ah^^tt^o ^M^>ji T"iiMbfcjuni5J;l^*fos^t^E^^^ ^n^mm 

(Dy^^^r— (IB#J#-^3 6 N IB?!j#^3:fc£t>'3 7) £ffl^TPCR 

T-igillU BamHIj3ctUHindIIIT-v^bbs pSP6-STA©BamHI-HindIII^$itr 7 d 
-->7*U pSP6-STA-Jun*5 J; t>*pSP6-STA-Fos^f#fe 0 

-x">^c-fos*5cttfc-jun©3ifE J ?DNA« N 5 -eiHM£*l£ C«CI^ 

3) te^, MIR 

T^^c-fos^^tFc-junCDjifE^DNA^ Ribomax RNA^^>7^A (7d^** 
14) %muxS?6 DNA^U^ (37°Cs 120#) o 

20ul(DKmm^lt. DNA6//K 100 mM©rUTP s rCTP^ rATP^X^tll/zK 30 mM 
CDrGTP SP6**'Jp<^ — ^//I^AoT^o *K ^^(340 mMiZilSI bfcRNA^r 

^^77^0^ 7rv?* 1 ) Ji>*;i4±) $4/zlAnx.TRNA©5' an$*B 
ffiiLtzo <&m,£htzMkl±, RNeasy Mini Kit (Z-Tf l/Q) VNT*itMbfco 
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* W^JtCWRT Sfcfcs ^^nfcmRNA^Proteios™ (T0Y0B0) ©/J^R^ 

^^(TAMRAj-dC-ti-i-D^^ (0£pgOl 9).&ttfl§bfco 
^3Wtr|j# >y^flt©^> h*^^ ^— *J>9&W. (Molecular Imager FXs 

n£=fc£>TosJ±s pSP6-STA-Jun*«t^pSP6-STA-FosSS&Mi:bTx ±fB£lRJ1f ©;& 
ScT^U Proteios™ (T0Y0B0) -t:cka»l^*ffl^"C^>^^Jl-&**fT'o 

4), ' 

5-® *^>f K^;*±^©* W*K©@;&fb 

DNAt "f ^D7U / ft- (MicroGridlK ^o**^ -f ^**±) ^t"^^->^ 
-f77^f (-feV*T*±) hbTs 60%PBS (10 iMU 

+ 150 mM NaCK pH 7.4) /40%? U -fe o — ;i/£?gjg? LfcJuni:Fos©7. hU7h7 
K^^BIl^* W^JJ©^?^';^* I s U Hd?I^±iTtlB§^a^T. * b 
U7 , t>7t^>fcW>©^fcii3^7'f K^Zlit^bfe (El 7 



WO 02/46395 PCT/JPO 1/1 0731 

58 

-f -t?— ^3 >ffl©#>KcD->un>^— ;i/ (f — ^— >>— ;u s ;w^-f 

19. ^CD#rt£0.5 mg/ml©^X&*<Z>^Fos— Mrite (c-Fos(6-2H) :sc-447 N 
V->??)l—Xft) £0.5 mg/ml<DtV¥m%<Dffi3w-&&i&. (c-Jun/AP-l s * 
>*±) *1XPBST (10 mMU >iMiS%+150 mM NaCl + 0.1% Tween 20 N 
pH 7.4) fc&#Lfc£ji&&£3fc#U ±fr^>-;i>±MN«— ufeo ClcD^?JT'iiS 
IfliTs ^-cmfflSiS^tfe, SffcgL lxPBSTT*5#|!S©ffii:-5**ftCD35gl 
£bT5[I]h. ^e>fclx.PBS7?3^®IB-fc-5*3lll N i^iltffotip^ 2 
OOOrpnk 4 8 Cfl^FI©^$tti^^ffeo Ci:tSt>\ ^7^K±OX^y 
hfS*$fcrin situ^W ^*-f -fe*— is 3 >fficD#^CDi> U ^ )l> (-T — 

^>-;K /W-W K#) ^©#rt^0.5 mg/mlcDCy3^©m-^^^in;f* 

(>^=i>*±) i:0.5 ngMl<DCy5Wffl>(DjA<t?y-¥ffifa (>r^rj>^±) £lxPBST 
£ gffp b £ £ 5t m UTliPf.i' — ;i/ £ ; b tz o £ CDVtmx* m rlif %T s 
^Trll^I*/fo£-y-£o lxPBSTTM^^mb^^^5^P B 1-r-25[nI<Z)ti 
^^^^ts £ ^^lxPBST^n^M^IXt)^X.T3^PB^-r-ocDjgh5 *3HlfTo 
Tfre>2000rpnk 4°CT'l^£D3S^^bT^S^-y-fco Cin^. DNA^^r^^-^ 
^— (GenePix4000Bs T^V>*±) t^ + t>tt, *^>f h gfi 

fzJnntf os^> m^mih^fz t . X hi' y" bT UZ^ >m^fos(Dxni y 

b^mzitcyzcDm^tmrnx^, zzizx huy°b7\fi?>m-&Jw(Dxtfy b 
mm^tcy5com^mmx^tz (ei7©a) 0 ^n^comw^^bs \?*^>^ 

5-(D K^*^^±i3lll^b^n3fc^-r h^>/^Ii:7l/^^>/^li: 

DNA'v' -f ^D7U-ft- (MicroGridlK n-f ^d**^ t? Xj£) (3f7f-^->3 
-h^7.^>*^7^ (-feV^T'tt) §-feyMTv 60%PBS/40%^U-feo-;bfc^ 
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£B£tK C^flB^TAMRA-dC-b'i — D T-r S>> (fg«P81 1 9 ) t'7^Wbbfet{3s 
^^^-;i/NT7-**D-^^i OT^-">*±) T*MMb£His*^ftn2flgo^fcFos* 
>^K£^tfMM (lxPBST/200 mM NaCl/20%^'J -fen— ^^Its 

*/—)iti^—Lfzo ^(D^mx-mmmMy^muximm^^^fzo s 

RfHg h o m& Its 1 xPBS-£Y£©3sm£ £,3^©^ o £3[Hli 19 

,jgU 2000rpm, 4 0 C©^a^^l^P s ^f /b^^t^-li-feo ^ti^s DNA9=-^7°^ 
— (GenePix4000B N 7^V>tt) -C*3r-fr >bfc££Jils TAMRA-dC-f a.— 
D7^f>!> ({(^ifr&Jl 9) T^^;Kb^nfcFos©s X^-T K ^^^-ticBI^^ 
^fcJun-s©,^^tB^nfe (1211 7©B) o 
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^ * s mmm i jtt± 2 iz mm<D ?>^? «© c jummmwo 

5 . 7^utfK'j> * — # yjv&tn & z> N if 1 2 tfflUB 

6 . H 2 K 'j # ij ^v-^;i/-(3' ,5' )-U ^^>^-^;i/@gTfe^s 
If 5f<Jl 1 Xfc* 2 ldS3«!j©^ W?^K© C^tefflj&lo ' 

7 . Wmtfc tfMft& £ If ^11 1 — 6 © v % -f tL*» 1 II 13 13«S© * > m /> 
ff©C3fcWffpftlo ' • ■ 

8. ^w^ih^t§s§*a s it^ii 1 ~7©^irnfr 1 

1 ~ 7 ©i^imfr lJi^iBts©^ >^^m(Dcmr 0 mmMo 

1 0 . If 1 ~ 9 ©^-ftlfr 1 IltI3m©f^^J^ C5M£f£l§r bfc# > 

12. ^ KlT^ORFfM^ ORFfl^© 5 ' {ilfctegiT^K |g 

13. ^rp^E-^-^SP6 RNA*'U^5-Hz©rD^— ^-Ifi^J^^^s 
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1 2 (3f3fj©ffliR^>^^- bo 

1 3 izt^m^mm^yyv- k 

1 5 . $!fnt£^TOJ#His-tagI2?'J£^tf> It^ll 1 4 {dlBiSOiltRT 1 > 
— ho 

1 6. Ii^IIl~9©v^m* i lIl^IB«li©^>^^K©C*^WifP^Ji^ffi 

>/^Io 

1 7. it^iii~9©^-rn* iii{3iatii©^>^^®oc^»f^j^ 

TT-s If 5^11 12-15 <Wffifr 1 iltcfBtBOillRir >7U- h £HsR^T*% 
18. 77^-r^D?h^7^- ^*;i/5^ 

2 0. mmmmmtK m^mm^m, ^-y^w^^x^ 
i 9 izmm<D^m 0 

2 1. Il^JllOXfil l{3iB«fecDC^W^^>^^M^HI^b1-^-^ 

2 2 . fKft#wm^£ nfc tv -i ±tmi^ loxtti 1 fcfBfs© c*** 
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WBM&( SEQUENCE LISTING) 



<110> ^mxmmmmieio University) 

<i2o> c5fe«ittf«i^>^^R*«fcv j e©«i5i*^ &6tf£x c%.mm?> 

<130> P123-0P1274 

<150> JP 2000-373105 ■ 

<151> 2000-12-07 

<160> 37 

<210> 1 

<211> 60 

<2i2> dna .;. , ;;. 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 5' side of c-jun 

<400> 1 

gccgctagca tgactggtgg acagcaaatg ggtcgcggat cccaacagat cccggtgcag 60 

<210> 2 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3' side of c-jun 

<400> 2 

gccaagcttg aattcagtgg ttcatgactt tctgcttaag ctg 43 

<210> 3 

<211> 29 

<212> DNA 

<213> Artificial Sequence 



<220> 
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2/11 

<223> PCR primer for 5' side of c-fos 
<400> 3 

gtttggatcc ggcagagcgc agagcatcg 

<210> 4 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3' side of c-fos 

<400> 4 

gccgaattct tagccaaggt catcggggat c 

<210> 5 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for upstream side of SP6 promoter 

<400> 5 , 

cgatgaccct gctgattggt tc 

<210> 6 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer for 3' side of c-jun, His tag 

<400> 6 

gtgatggtga tggtgatggt ggttcatgac tttctgctta age 

<210> 7 

<211> 37 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer for 3' side of c-fos, His tag 
<400> 7 

gtgatggtga tggtgatggc caaggtcatc ggggatc 37 

<210> 8 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DNA binding c-Fos/c-Jun dimer 

• <400> 8 

ttctcctat'g actcatccat 20 

<210> 9 

<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DNA binding c-Fos/c-Jun dimer 

<400> 9 

aatggatgag tcataggaga 20 

<210> 10 • 
<211> 418 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR template containing part of c-jun: c-jun[pSPAM] 
<400> 10 

gaatacacgg aattcgagct cgtttttatt tttaattttc tttcaaatac ttccatcacg 60 
atcagtctcc actagtactt ctcgacaaca atggctagca tgactggtgg acagcaaatg 120 
ggtcgcggat cccaacagat cccggtgcag cacccgcggc tgcaagccct gaaggaagag 180 
ccgcagaccg tgccggagat gccgggagag acgccgcccc tgtcccctat cgacatggag 240 
tctcaggagc ggatcaaggc agagaggaag cgcatgagga accgcattgc cgcctccaag 300 
tgccggaaaa ggaagctgga gcggatcgct cggctagagg aaaaagtgaa aaccttgaaa 360 
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gcgcaaaact ccgagctggc atccacggcc aacatgctca gggaacaggt ggcacagc 418 



<210> 11 

<211> 418 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PCR template containing part of c-fos: c-fos[pSPAM] 
<400> 11 

gaatacacgg aattcgagct cgtttttatt tttaattttc tttcaaatac ttccatcacg 60 

atcagtctcc actagtactt ctcgacaaca atggctagca tgactggtgg acagcaaatg 120 

ggtcgcggat ccggcagagc gcagagcatc ggcagaaggg gcaaagtaga gcagctatct 180 

cctgaagagg aagagaaacg gagaatccga agggaacgga ataagatggc tgcagccaag 240 

tgccggaatc ggaggaggga gctgacagat acactccaag cggagacaga tcaacttgaa 300 

gatgagaagt ctgcgttgca gactgagatt gccaatctgc tgaaagagaa ggaaaaactg 360 

gagtttattt tggcagccca ccgacctgcc tgcaagatcc ccgatgacct tggctaag 418 

<210> 12 

<211> 378 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PCR template containing part of c-jun: c-jun[F] 
<400> 12 

atggctagca tgactggtgg acagcaaatg ggtgcggccg cgccggagat gccgggagag 60 

acgccgcccc tgtcccctat cgacatggag tctcaggagc ggatcaaggc agagaggaag 120 

cgcatgagga accgcattgc cgcctccaag tgccggaaaa ggaagctgga gcggatcgct 180 

cggctagagg aaaaagtgaa aaccttgaaa gcgcaaaact ccgagctggc atccacggcc 240 

aacatgctca gggaacaggt ggcacagctt aagcagaaag tcatgaacca cgttaacagt 300 

gggtgccaac tcatgctaac gcagcagttg caaacgttta gaccgcggga ctacaaggac 360 

gatgacgaca agctcgag 378 



<210> 13 

<211> 22 

<212> DNA 

<213> Artificial Sequence 



<220> 
<223>. 



PCR primer: SP6F 
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<400> 13 

cgatgaccct gctgattggt tc 22 

<210> 14 ^ 
<211> 76 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: 5' SP6-029 
<400> 14 

atttaggtga cactatagaa caacaacaac aacaaacaac aacaaaatgg ctagcatgac 60 
tggtggacag caaatg 76 

<210> 15 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunHis 

<400> 15 

gtgatggtga tggtgatggt ggttcatgac tttctgctta age 43 

<210> 16 

<211> 51 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunHisA 

<400> 16 

ttttttttgt gatggtgatg gtgatggtgg ttcatgactt tetgettaag c 51 

<210> 17 

<211> 37 

<212> DNA 

<213> Artificial Sequence 



WO 02/46395 



6/11 



PCT/JP01/10731 



<220> 

<223> PCR primer: FosHis 
<400> 17 

gtgatggtga tggtgatggc caaggtcatc ggggatc 37 

<210> 18 

<211> 45 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: FosHisA ( . 

<400> 18 

ttttttttgt gatggtgatg gtgatggcca aggtcatcgg ggatc 45 

<210> 19 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: JunFlagA 
<400> 19 

ttttttttct tgtcgtcatc gtccttgtag tcgtggttca tgactttctg cttaagc 57- 

( 

<210> 20 
<211> 53 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer: 3 J HisA 
<400> 20 

ttttttttgt gatggtgatg gtgatgccgc ggtctaaacg tttgcaactg ctg 53 

<210> 21 

<211> 35 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer: 3'FlagA 

<400> 21 

ttttttttct tgtcgtcatc gtccttgtag tcccg 

<210> 22 

<211> 68 

<212> DNA 

<213> Artificial Sequence 



35 



<220> 

<223> PCR primer containing SP6 promoter, omega sequence and T7-tag 

<400> 22 ! ' • ••• " * 

atttaggtga cactatagaa caacaacaac aacaaacaac aacaaaatgg ctagcatgac 

tggtggac 

<210> 23 

<211> 47 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun, histidine tag and poly-A 

•i ■ « 

<400> 23 

tttttttttc agtggtggtg gtggtggtgg ttcatgactt tctgctt 

<210> 24 

<211> 48 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-fos, histidine tag and poly-A 

<400> 24 

tttttttttc agtggtggtg gtggtggtgg ccaaggtcat cggggatc 



<210> 25 
<211> 20 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of pCR2.1T0P0 vector 

<400> 25 

gaccatgatt acgccaagct 20 

<210> 26 

<211> 22 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 6-repeated His-tags 



<210> 27 

<211> 28 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 8-repeated His-tags 

<400> 27 

gtggtggtgg tggtggtggt ggtggttc 28 

<210> 28 

<211> 34 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 10-repeated His-tags 



<400> 26 

gtggtggtgg tggtggtggt tc 



22 



<400> 28 

gtggtggtgg tggtggtggt ggtggtggtg gttc 



34 



<210> 29 



f 
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<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun and 12-repeated His-tags 
<400> 29 

gtggtggtgg tggtggtggt ggtggtggtg gtggtggttc 40 

<210> 30 

<211> 31 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene 

<400> 30 

gccgaattca tatgcgcaag atcgtcgttg c 31 

<210> 31 

<211> 36 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene 

<400> 31 

gcggatccta ctgctgaaca gcgtccagcg ggttgc 36 

<210> 32 

<211> 59 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene and T7-tag 

<400> 32 

gccgctagca tgactggtgg acagcaaatg ggtcgggacc aggctggcat caccggcac 59 
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<210> 33 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of streptavidin gene 



<400> 33 

gccggatccg ccctgctgaa cagcgtccag eg 

<210> 34 

<211> 77 

<212> DNA 

<213> Artificial Sequence 



32 



<220> 

<223> PCR primer containing SP6 promoter, part of enhancer from tobacco 
mosaic virus and part of T7-tag 

<400> 34 

gccggatcca tttaggtgac actatagaac aacaacaaca acaaacaaca acaaaatggc 60 
tagcatgact ggtggac 77 

<210> 35 

<211> 35 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun 

<400> 35 

gecgaattea tatggcccaa cagatcccgg tgcag 35 

<210> 36 

<211> 48 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer containing part of c-jun 
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<400> 36 

attacgccaa gcttacctag tcaaaacgtt tgcaactgct gcgttagc 36 



<210> 37 

<211> 30 

<212> DNA 

<213> Artificial Sequence 



<220> 

<223> PCR primer containing part of c-fos 



<400> 37 

cggaagcttt agccaaggtc atcggggatc 



37 
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